P216 Validation of a rabbit model of posterolateral knee instability  by unknown
S108 Poster Presentat ions 
The aggregate modulus (Hao) and the permeability (ko) was ob- 
tained from a biphasic model. Collagen was analyzed by pepsin 
digestion, SDS-PAGE, and western blotting and proteoglycan by 
GAG dye-binding assay. Studies are being performed to analyze 
the mRNA for constitutive cartilage genes using real-time PCR. 
Results: The aggregate modulus of the control and pressurized 
specimens was 15.1 kPa (0.86 SD) and 21.1 kPa (3.85 SD), 
respectively, an increase of 39.7%. The permeability decreased 
from 10.52x10-13 m4/Ns (9.4x10-13 SD) for the control specimens 
to 1.27x10- 13 m4/Ns (0.56x10-13 SD) for the pressurized speci- 
mens. Medium was found to contain increasing collagen type II 
(CII) and no type I. GAG assays performed on the medium show 
a 4-fold increase by 2 wk where a 3-fold increase was found in 
the pressure treated cultures after 3 wks. Thus far the increase of 
CII and PG is indicative of an increase in biosynthetic activity. 
Conclusions: These results signify that the application of hydro- 
static pressure improved the mechanical properties of the CTE. 
Additional studies testing CTE loaded for varying times and doses 
will optimize the material properties and suitability for use in carti- 
lage repair. The values of aggregate modulus that were obtained 
in this study fall within the range of those seen in other tissue 
engineering studies. 
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Aim of the Study: Diffusion facilitates molecular transport in ar- 
ticular cartilage and is affected by mechanical loading is essen- 
tial. Methods will be developed to characterize the relationship 
between diffusion and strain on the cellular scale whihc may aid 
in understanding the development of osteoarthritis and serve as 
a reference to researchers attempting to grow tissue engineered 
cartilage. 
Methods: A method was developed to mechanically load a 
murine humeral head while imaging the loaded cartilage using 
a multi-photon/confocal microscope. Coupled measurements of 
molecule diffusion and strain were collected. A linear slide (Parker 
Hannifin Corporation, Irwin, PA) was driven with a stepper mo- 
tor (Lin Engineering, Santa Clara, CA) and moved a sensor as- 
sembly consisting of a load cell, a linear transducer, a specimen 
holder and a small piece of tubing to surround the specimen. 
The sample was compressed by pushing it into the cover slip 
on the inverted microscope (Carl Zeiss LSM 510 NLO, Thorn- 
wood, NY). Fluorescence recovery after photobleaching (FRAP) 
measured the rate of diffusion of fluorescent dextrans (10 kDa) in 
the extracellular matrix. A 22 micron diameter egion, 5.0 microns 
from the cartilage surface was bleached with the laser and the 
recovery observed as fluorescent molecules diffused back into 
the bleached region. The diffusion constant was then calculated 
from theory. The 3D strain field was simultaneously measured by 
tracking stained chondrocyte nucleui. The z-stack data was pro- 
cessed and nuclei volumes detected and meshed. The displace- 
ment field within the volume was calculated using image cross 
correlation and a Lagrangian finite strain was determined. Data 
was collected at the same location at three static compressive 
loads, approximately 0 N and 0.05 N, and 0.1 N. 
Results: The relationship between molecule diffusion and com- 
pressive load was found. There is an initial decrease in diffusion 
rate, then an increase in diffusion rate with applied load near 
0.015 N compression. The relationship between diffusion and first 
principal strain is plotted in Fig. 1 and shows the diffusion rate de- 
creases slightly until approximately 0.2 strain, then increases with 
larger strain values. 
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Fig. 1. Diffusion constant vs. compressive strain relationship. 
Conclusions: A stationary point in the diffusivity-strain curve was 
present where diffusivity begins to increase with load and com- 
pressive strain. We hypothesize that during the strains from 0- 
20%, diffusivity decreases as the matrix volume decreases and 
then as strain increases, collagen fibers that are randomly ori- 
ented may become ordered due to stronger interactions among 
charged proteoglycans, and resulting in changes in the diffusivity. 
Future work should investigate this behavior. 
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Posterolateral knee instability is a difficult clinical problem to di- 
agnose and treat. Development of an appropriate animal model 
of this condition would be useful in evaluating its natural history 
and the effects of surgical interventions. The goals of the present 
study were to validate a rabbit model of posterolateral knee insta- 
bility to determine: 1) if instability persists six months after injury 
and 2) if it leads to the development of osteoarthritis. The fibu- 
lar collateral ligament and popliteus tendon were surgically tran- 
sected in one knee in each of ten skeletally mature New Zealand 
white rabbits, with the contralateral knee serving as a control. The 
rabbits were euthanized at six months postoperatively and the 
knees were removed and tested biomechanically for joint stability. 
The articular cartilage of each proximal tibia and distal femur was 
then evaluated grossly (India ink), midsagittal histological sec- 
tions of each proximal tibia were graded using an osteoarthritis 
grading scheme, and articular cartilage and subchondral bone 
thicknesses and areas were measured. The lesions were most 
severe in the medial tibial plateau in all joints; therefore, histo- 
logical grading was confined to this site. Biomechanical testing 
revealed a statistically significant difference in the amount of ro- 
tation of the operated knees compared to the unoperated control 
knees to varus moments at 30 °, 60 °, and 90 °, and to external 
rotation torques at 30 ° and 60 ° (Table 1). 
There were no significant differences in internal rotation motion or 
valgus displacement between the operated and unoperated con- 
trol knees at any flexion angle. Morphological analysis (India ink 
staining, histology of HE and toluidine blue stained sections, and 
histomorphometry) revealed a trend toward more severe lesions 
of osteoarthritis in the medial compartment of the operated knees 
compared with the unoperated knees, although these changes 
were not statistically significant. This study demonstrates that un- 
treated posterolateral knee injuries in rabbits have not healed six 
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Table 1. A comparison of the limits of motion for operated and control rabbit 
knees 
Applied Load Rotation (degrees) p-value 
Flexion Angle Operated Control 
Varus (0.3 N-m) 30 degrees 5.1 ± 2.1 2.7 ± 1.8 p < 0.05 
60 degrees 18.3±3.8 9.2±3.4 p<0.01 
90 degrees 22.0±4.6 8.1±3.1 p<0.01 
External Rotation (0.1 N-m) 30 degrees 6.5 ± 2.3 3.7 ± 1.8 p < 0.01 
60 degrees 10.4±2.1 5.3±2.0 p<0.01 
90 degrees 9.2 ± 2.2 7.6 ± 2.3 NS 
Values are presented as mean rotation (degrees) ± SD; NS = not significant. 
months after surgery and are associated with a trend toward more 
severe osteoarthritic hanges in the medial tibial compartment of 
the operated knees. Future studies to improve this model will use 
increased numbers of animals and/or a more aggressive surgical 
approach. 
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Aim of this study: To investigate the effect of Intermittent Hydro- 
static Pressure (IHP) on chonndrogenic potential of synovium- 
derived progenitor cells. 
Methods: Synovium-derived progenitor cells were isolated from 
the synovial membrane of Japanese white rabbit knee joints. Iso- 
lated cells were cultured in cell culture plate. For 3-5passege, 
the cells were exposed to 0.5 Hz of intermittent hydrostatic pres- 
sure ranging from 1-5 MPa for 1 hr. After 30 minutes of pressure 
loading, total RNA was extracted and analyzed chondrocyte re- 
lated genes. No treatment cells were used as controls. Quan- 
titative Real-Time PCR was performed using Biosystem 7300 
by monitoring the increase for proteoglycane core protein and 
type II collagen during PCR. For quantification of the changes in 
gene expression, we used the comparative Ct method to calcu- 
late the relative-fold changes normalized against the ribosormal 
RNA. The level of mRNA expression for Sox9 was determined by 
semi-quantitative RT-PCR. 
Results: The expression of proteoglycane core protein and typel- 
Icollagen were increased in a magunitude dependent manner. 
Proteoglycan core protein mRNA was expressed 1.6 fold and 
typellcollagen mRNA was expressed 2.7 fold in the cells that was 
loaded 5 MPa of IHP, compared to the control cells. The exposure 
to 5 MPa of IHP also elevated Sox9 mRNA expression. 
Conclusion: Sox9 was the regurator of chondrogenesis and the 
transcriptional activator of proteoglycane core protein and typel- 
Icollagen. IHP induces the elevation of Sox9 mRNA expression, 
and Sox9 promotes mRNA upreguration of proteoglycane core 
protein and typellcollagen. Five MPa of IHP is reasonable pres- 
sure loading for chondrogenesis of Synovium-derived progenitor 
cells. These findings help elucidate the pathogenesis of chondro- 
cyte differentiation. 
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Aim: Evidence from both genetic and epidemiological studies 
suggests that osteoarthritis (OA) is a polygenic disease with a 
strong environmental influence. However, no published studies 
have specifically addressed the interaction between a purported 
OA susceptibility gene and an OA environmental risk factor. To 
evaluate this concept, we assessed the interactions between 
genotypes of the putative mechanotransducer, interleukin-4 (IL4) 
and its receptor (IL4R) with obesity at different ages. Polymor- 
phisms in IL4R, affect the binding and phosphorylation of down- 
stream signalling molecules and levels of soluble IL4R, and have 
been associated with hip OA; while obesity is a strong environ- 
mental risk factor for knee OA it is thought less so for hip OA. 
Thus, we aimed to determine if IL4 and IL4R gene variants mod- 
ify the effect of obesity as a risk factor for OA. 
Methods: A case-only design was used which assumes indepen- 
dence between exposure and genotype in the population. Clini- 
cal, structural and demographic information as well as blood for 
genotyping purposes was obtained under informed ethical con- 
sent from individuals with prevalent hip (n=306) and knee (n=318) 
primary OA who fulfilled ACR criteria and who were awaiting or 
had undergone total joint replacement at the hip or knee. Obesity 
was measured using current body mass index and a retrospec- 
tive self-assessed body size using a body shape diagram with 
nine shapes ranging from underweight to obese. Genotyping was 
performed using Taqman allelic discrimination assays on five sin- 
gle nucleotide polymorphisms (SNPs) in the IL4 gene and nine 
SNPs in IL4R. Odds ratios of interaction (OR-INT) were calcu- 
lated using logistic regression analysis and adjusted for potential 
confounding factors. 
Results: Several significant interactions were found between 
genotypes of IL4R and obesity measures. These included a poly- 
morphism in the promoter egion in IL4R (-3223C>T), reported to 
affect levels of soluble IL4R, and overweight body size at a young 
age in knee cases (OR-INT=3.77 (1.36-10.48) p=0.011) and with 
current body mass index in hip cases (OR-INT=3.05 (1.01-9.18) 
p=0.047). No significantly increased odds ratios for interaction 
were seen between genotypes of IL4 and obesity measures. 
Conclusion: This study suggests that polymorphisms in IL4R 
may interact with obesity in individuals with OA of the hip and 
knee. Although further work is required to confirm and extend 
these observations ensuring there is independence between the 
exposure and the genotype, our results indicate that gene: en- 
vironment interaction may well contribute to initiation and/or pro- 
gression of OA. 
